A method is described for the isolation of genital mycoplasmas from clinical blood cultures.
Only three species of Mycoplasma have been implicated in human disease with any frequency: M. pneumoniae, M. hominis, and Tmycoplasmas. The isolation of M. pneumoniae is usually indicative of infection, whereas M. hominis and T-mycoplasmas can be isolated from the normal genital tract, and the recovery of these organisms is of little significance without additional evidence of infection. One method of obtaining such additional evidence is through culture of the blood.
This report describes the in vitro evaluation of a method we have been using for the isolation of genital mycoplasmas from blood cultures. The method involves the inoculation of blood directly into urea broth (for T-mycoplasmas) and into arginine broth (for M. hominis) to make a 10-fold dilution. If growth occurs during incubation, as indicated by a change in pH, a sample is subcultured onto agar for definitive indentification.
A 30-ml amount of heparinized blood was drawn from a female volunteer for the study of each strain of mycoplasma. Amounts of 5 ml were discharged into each of six tubes and in- Twenty-one strains of T-mycoplasmas and 20 strains of M. hominis were studied. Each strain had been cloned three times, titrated to determine the number of color-changing units (CCU) per milliliter, and diluted with urea broth (for T-mycoplasmas) or with arginine broth (for M. hominis) to produce six 1.8-ml samples containing approximately 10,000, 1,000, 100, 10, 1 and 0.1 CCU/ml. From each of these six samples, 0.5 ml was added to a tube containing 5 ml of heparinized blood. Thus, for each strain of mycoplasma, separate tubes of heparinized blood were inoculated with approximately 5,000, 500, 50, 5, 0.5, and 0.05 CCU, or 1,000, 100, 10, 1, 0.1, and 0.01 CCU/ml of inoculated blood. The inoculated blood was allowed to stand at room temperature. After 5 and 60 min, 1.0 ml from each tube (containing 1,000, 100, 10, 1, 0.1, and 0.01 CCU) was inoculated into 9 ml of mycoplasma broth, incubated, and examined for mycoplasmas (1). As a control, 0. (also containing 1,000, 100, 10, 1, 0.1, and 0.01 CCU/ml) were inoculated into tubes containing 9 ml of mycoplasma broth, incubated, and examined for mycoplasmas.
As an additional control, the organisms were retitered during the experiment. The titration performed during the experiment was used to determine the number of CCU that had been inoculated into each tube of blood, if this titration differed from the earlier titrations.
As shown in Tables I and 2 , reisolation of both species of genital mycoplasmas from inoculated blood was related to inoculum size and length of incubation. The larger the inoculum size, and the shorter the incubation period, the greater the rate of reisolation. With an initial inoculum of 10 to 100 CCU, most strains were reisolated. This would seem to justify the use of the method outlined above for the isolation of genital mycoplasmas from clinical blood cultures.
